Lactic acid bacteria (LAB) have a long history of use in the food industry. Some species are part of the normal human microbiota and have beneficial properties for human health. Their long-standing use and considerable biotechnological potential have led to the development of various systems for their engineering. Together with novel approaches such as CRISPR-Cas, the established systems for engineering now allow significant improvements to LAB strains. Nevertheless, genetically modified LAB (GM-LAB) still encounter disapproval and are under extensive regulatory requirements. This review presents data on the prospects for LAB to obtain 'generally recognized as safe' (GRAS) status. Genetic modification of LAB is discussed, together with problems that can arise from their engineering, including their dissemination into the environment and the spread of antibiotic resistance markers. Possible solutions that would allow the use of GM-LAB are described, such as biocontainment, alternative selection markers, and use of homologous DNA. The use of GM-LAB as cell factories in closed systems that prevent their environmental release is the least problematic aspect, and this is also discussed.
Introduction
Lactic acid bacteria (LAB) are a heterogeneous group of Gram-positive bacteria that are comprised of the genera Lactobacillus, Lactococcus, Streptococcus, Enterococcus, Leuconostoc, Carnobacterium, Oenococcus, Pediococcus, Tetragenococcus, Vagococcus, and Weissella [1] . Due to their historical long-term use they are regarded as safe, and some of the species are used as probiotics, as they have beneficial effects on people. Moreover, when describing their characteristics, LAB are often claimed to have a 'generally recognized as safe' (GRAS) status, which confirms their safety.
However, while several LAB species are harmless to humans, from a regulatory point of view, not all LAB can be described as GRAS. The US Food and Drug Administration (FDA) is responsible for GRAS status approval, and thus requires to assess the safety of a specific strain before granting it GRAS status. In this review, GRAS labeling and the procedures to obtain this status are described. In addition, a table with FDA approved LAB strains and their intended use is provided.
To date, only nongenetically modified (nonGM)-LAB strains have been granted FDA approval. However, genetic engineering of LAB offers various tools to improve the strains and to enable greater viability and stability, and production and growth rates. The possibilities to effectively express therapeutic proteins and to use LAB as vaccines further strengthens their potential uses [2, 3] . However, no matter how effective a specific GM-LAB might be, a drawback that stands in the way of its marketing is that it has been genetically manipulated; this is mainly due to low consumer acceptance of GM microorganisms (particularly in the European Union [EU] ) and regulatory restrictions as to their use. At the combined 2018 International Probiotics Association World Congress and Probiota, it was noted that GM probiotics would be perfect from a scientific point of view, and would probably not encounter problems with their registration with the European Food Safety Authority (EFSA). However, the indifference of consumers and industry to GM organisms (GMOs) prevents their acceptance, and accordingly, only naturally occurring strains obtain approval (adapted from [4] ).
New methods such as recombineering and 'clustered regularly interspaced short palindromic repeats' (CRISPR)-Cas9 now allow highly controlled implementation of precise modifications [5] . While certain levels of acceptance of these methods has been achieved in the USA, they have not been differentiated from other methods of genetic modification in Europe. The obstacles that can be encountered when trying to bring genetically engineered LAB to the market are discussed here, as well as the steps that would be required for them to reach better acceptance.
'Generally Recognized as Safe' Status: Definition and Determination
The GRAS status indicates that when a substance is added to food, it is considered safe by the FDA. The FDA can categorize microorganisms and their derivatives either as food additives that are approved for specific uses, or as GRAS substances. Since 1997, a substance has been considered as GRAS if: (a) it was used in food before 1958 (i.e., GRAS status is based on a history of safe use in food, with the requirement for a substantial history of consumption in food by a significant number of consumers); or (b) scientific procedures have been undertaken that require the same quantity and quality of evidence as would be required to satisfy food-additive regulations. A GRAS substance and a food additive are distinguished according to who performs the evaluation. For a food additive, the FDA determines the safety of the ingredient, whereas for a GRAS substance, the determination can be made by qualified experts outside of the FDA.
A full listing of notices and response letters together with a search engine is available on the GRAS notice website (https://www.accessdata.fda.gov/scripts/fdcc/?set=GRASNotices), which allows searches through the inventory that is up-dated monthly. Supplementary Table S1 gives the LAB for which GRAS notices have been submitted to the FDA up to December 2019, and which are intended as live food additives. It only includes LAB for which the FDA has not questioned the GRAS conclusion of the notifier. For the use of harmless LAB, as optional ingredients in specified standardized foods, such as Lactobacillus acidophilus, prior approvals have been recognized (i.e., before 1958). Use of these bacteria is permitted in cultured milk (which includes buttermilk), sour cream, cottage cheese, and yogurt, provided that the mandatory cultures of Lactobacillus bulgaricus and Streptococcus thermophillus are also used in the yogurt.
Whereas GRAS status applies to the regulatory framework in the USA, in Europe, the EFSA uses the Qualified Presumption of Safety (QPS) procedure to evaluate products with microorganisms and to assess the risks associated with human, animal, and environmental use [6] . For the European regulatory framework and the steps required for QPS status, the reader is referred to [7] , where a detailed description is provided.
The Consequence of Genome Modification
Genome modification of LAB can result in either inactivation of a given cell function or introduction of a new function. To achieve the inactivation of a function, a gene can be either deleted or mutated so as to diminish its function. Lactobacillus johnsonii has three active bile salt hydrolase (bsh) genes and can persist in the mouse gut; Lactobacillus helveticus, on the other hand, cannot persist because it has a frame-shift in the bsh gene resulting in its inactivation [8] . L. lactis NZ3000 carries an in-frame deletion of the chromosomal lacF gene, and therefore it will only grow when lactose is provided [9] . Developments in the field have brought new techniques that now allow precise removal or replacement of genetic elements, and that have already been successfully applied to LAB [10, 11] , often with the aim of achieving biocontainment and avoiding the spread of unwanted genetic elements into the environment.
When introducing a new function, a gene can be activated by mutation of the promotor (e.g., to allow or increase protein expression) or by alteration of a gene by point mutation (e.g., to increase the catalytic activity of the enzyme) [12, 13] . A new function can also be introduced through the stable genome integration of a new gene. Genome integration results in low numbers of gene copies, but the integrant is not dependent on environmental or developmental factors [14] . Another option is to introduce a new gene with a plasmid [10, 11, 15] ; in this case, multiple copies of recombinant genes can be introduced by increasing the plasmid copy number.
Acceptable Methods for Genome Modification in the European Union

Natural Methods
Natural methods of genome modification are acceptable if they avoid the use of recombinant DNA. Natural transformation of LAB can occur through conjugation, phage transduction, or natural competence. This last is considered as the main mode of horizontal gene transfer in prokaryotes. Conjugation is the transfer of genetic material between bacterial cells by direct cell-to-cell transfer of DNA. Although conjugative plasmids and transposons are very common in LAB, the underlying mechanisms are not fully understood yet [10, 16] . For phage transduction, the DNA transfer is mediated by bacteriophages, which are viruses that can infect bacteria and manipulate the bacterial replication, transcription, and translation machineries to drive their own proliferation. Phages that infect LAB have been thoroughly investigated, and different species of LAB have been screened for susceptibility to specific phages [17] [18] [19] [20] [21] . The third pathway of natural competence in prokaryotes is a developmental process in which exogenous DNA is translocated through the native DNA-uptake machinery. The process is genetically encoded, with a number of genes involved in competence regulation. However, the function of these genes and their contributions to the survival and evolution of the host are still not known [22] . The use of natural methods of genome modification is limited due to the number of modifications available. To date, conjugation has been exploited to some extent. The bacteriophage resistance of L. lactis CHCC1915 and CHCC1916 was improved by conjugative transfer of the bacteriophage resistance plasmid pCI1750 from L. lactis UC653, which harbors the AbiG resistance system [23] .
Random Mutagenesis
However, to obtain mutant LAB with the desired functions in biotechnological industries, random physical and chemical mutagenesis have been applied most often [24] . Ultraviolet-induced mutagenesis has been tested for rifampicin and streptomycin resistant mutants of Lb. acidophilus, Lactobacillus delbrueckii, and L. lactis. Their intrinsic resistance to ultraviolet irradiation was 1-2 log higher than that of Escherichia coli [25] . With Lactobacillus gasseri, which is used in the production of meat products and is sensitive to sodium chloride and sodium nitrite, ultraviolet irradiation generated mutants that were stable in the presence of both compounds [26] . The chemical mutagen ethyl methane sulfonate has been mostly applied for random mutagenesis. Lactobacillus pentosus subjected to mutagenesis by ethyl methane sulfonate can withstand higher xylose levels and produce larger amounts of lactic acid through conversion of xylose into lactic acid [27] . Ethyl methane sulfonate mutagenesis of L. lactis has produced variants with improved riboflavin production [24] .
However, there are several drawbacks of such random mutagenesis methods. They are not targeted, and can introduce various random mutations into the genomes of interest, after which the characterization and selection of the subset of target variants is required. In this way, undesired mutations can occur that require further characterization of the isolated strains. Recombinant DNA technology, on the other hand, is targeted and enables precise modifications to be made [23] .
Unacceptable Methods for Genome Modification in the European Union
Transformation with Plasmids and Genome Integration
Genetic modifications in LAB can be achieved through either plasmid-encoded expression systems or chromosome modifications. A number of plasmids used for gene cloning, expression, and secretion for LAB have been developed [15] . Plasmid-encoded expression allows for the use of constitutive or inducible promoters, with the latter favored on account of the better control over the recombinant protein expression. The nisin-controlled gene expression system is the most frequently used lactococcal expression system [28] , the sakacin system is comparably effective and has been applied to several Lactobacillus strains [29] [30] [31] .
Chromosome modifications can be achieved through stable genome integration of recombinant genes. Traditional chromosomal integration strategies have included insertion of sequence elements, phage-integration systems, and homologous-recombination-based systems, with homologous recombination as the most frequently used for chromosomal insertions, deletions, and gene replacements [5, 11] . Homologous recombination systems are based mainly on the use of nonreplicative suicide vectors, which contain sequences that are homologous to the insertion site. The pSA3-based suicide vector (pTRK327) with the IS1223 insert of Lb. johnsonii have been used to promote gene insertion into several Lactobacillus species [32] . Furthermore, the development of these LAB genome modification methods has focused on approaches that leave no selectable markers or residual bases. Several systems have been described. A pORI thermosensitive plasmid with temperature-dependent replication has been used for site-specific replacement of chromosomal DNA sequences in L. lactis, Lb. acidophilus, and Lb. gasseri [33] [34] [35] . The upp gene that encodes uracil phosphoribosyltransferase was applied to L. lactis, Lb. acidophilus and Lactobacillus casei as a counter-selectable marker for positive selection of double recombinants [36, 37] . A Cre-lox-based system was applied to Lactobacillus plantarum for multiple gene deletions and selectable-marker removal [38] , and to L. lactis to achieve large genome rearrangements [39] .
More recent genome-engineering tools, such as recombineering and CRISPR-Cas9-based engineering, facilitate faster and more straight-forward development of targeted mutations of the bacterial chromosome.
Recombineering
Single-strand DNA recombineering is a phage-encoded homologous recombination system that uses short homologous DNA (i.e., 50 bp). Single-stranded oligonucleotides with the desired mutation are used as the substrates, and protein β from λ phage, or RecT recombinase from the Rac prophage, are used to mediate incorporation of an oligonucleotide into the genome [5] . Recombineering has been demonstrated to be an effective tool in the incorporation of chromosomal mutations in Lactobacillus reuteri and L. lactis [40] . Moreover, the efficiency of recombineering in genomic engineering of L. lactis [41] and L. reuteri was improved by the use of CRISPR-Cas9 [42] , which is addressed below in more detail.
CRISPR-Cas9-Supported Genome Rearrangement, Recombineering, and Gene Integration
CRISPR-Cas systems have adaptive immune functions in prokaryotic organisms and they are used as programmable genome editing tools for precision genome engineering of eukaryotic and bacterial cells [10, 43] . Cas9 is a DNA endonuclease of type II CRISPR-Cas systems, and is the most used of the Cas proteins. Cas9 uses a guide-RNA to form base pairs with the target DNA sequence, which is then followed by cleavage of this DNA and introduction of a site-specific double-strand break [44] . Its application to DNA targeting of four genomic islands in Streptococcus thermophilus resulted in generation of stable mutants that collectively lacked a total of 7% of their genome [45] . Cas9 has also been used for removal of plasmids, integrative conjugative elements, and prophages in L. lactis, where specific genetic loci were targeted using the pNZCRISPR and pLABTarget vectors [46, 47] .
Alternative Cas9 endonucleases can further improve the genetic engineering of bacterial strains. Replacement of wild-type Cas9 with the Cas9D10A (i.e., nickase), a variant of Cas9 that makes single-stranded nicks instead of double-stranded breaks due to a mutation in one of the two active sites of Cas9, decreased Cas9-related lethality and increased the efficiency of genome engineering in Lb. casei [48] . Another mutant of Cas9, nuclease-inactivated Cas9 (i.e., catalytically dead Cas9), enables CRISPR interference, which results in precise, targeted gene silencing. CRISPR interference is achieved by specific single-guide-RNA-guided binding of nuclease-inactivated Cas9 to target genes and promoters that leads to obstruction of RNA polymerase [49] . Proof of principle of CRISPR interference activity in L. lactis was demonstrated by silencing the upp gene [47] . For some species, Cas9 is toxic and cannot be used for genetic engineering [10] ; therefore, alternative Cas proteins have been developed, such as the Cas9 variant ThermoCas9 [50] , Cpf1 and C2c1/2/3 [51] , and Cas12a, with this last combined with single-stranded DNA recombineering to improve precision [52] [53] [54] . Another improvement to the field is base editing, where a fusion protein that contains a catalytically impaired Cas9 variant coupled to cytidine deaminase allows C to T (or G to A) substitutions [10, 55, 56] . Although this base editing has not been applied to LAB yet, it can be used to target specific genes or to introduce stop codons [57] [58] [59] . These recent techniques should accelerate the progression in the field of LAB genome editing, and consequentially, provide for higher specificity, efficiency, and through-put.
The Main Issues with Regard to Genetically Modified Lactic Acid Bacteria, and the Attempts to Address Them
Genetic modification itself is regarded as problematic from both the regulatory legislative view and the consumer perspective. To date, none of the GM-LAB strains have been brought to the market for therapies or as food supplements. Instead, the industry has focused on avoiding the use of recombinant DNA technology, and has applied spontaneous mutagenesis instead. Challenges in developing GM-LAB and the ways to overcome the potential problems and reach regulatory acceptance are presented schematically in Figure 1 . Cas9 is toxic and cannot be used for genetic engineering [10] ; therefore, alternative Cas proteins have been developed, such as the Cas9 variant ThermoCas9 [50] , Cpf1 and C2c1/2/3 [51] , and Cas12a, with this last combined with single-stranded DNA recombineering to improve precision [52] [53] [54] . Another improvement to the field is base editing, where a fusion protein that contains a catalytically impaired Cas9 variant coupled to cytidine deaminase allows C to T (or G to A) substitutions [10, 55, 56] . Although this base editing has not been applied to LAB yet, it can be used to target specific genes or to introduce stop codons [57] [58] [59] . These recent techniques should accelerate the progression in the field of LAB genome editing, and consequentially, provide for higher specificity, efficiency, and through-put.
Genetic modification itself is regarded as problematic from both the regulatory legislative view and the consumer perspective. To date, none of the GM-LAB strains have been brought to the market for therapies or as food supplements. Instead, the industry has focused on avoiding the use of recombinant DNA technology, and has applied spontaneous mutagenesis instead. Challenges in developing GM-LAB and the ways to overcome the potential problems and reach regulatory acceptance are presented schematically in Figure 1 . 
Biocontainment
Biocontainment is the strategy used to prevent both lateral dissemination of genetic material to other bacteria and environmental dissemination of engineered bacterial strains, with the subsequent accumulation in the environment. According to The National Institutes of Health, a GMO escape rate below 1 in 10 8 cells is considered to provide acceptable safety [60] . The frequency of any escape of mutants must be low enough to assure that the mutant is unlikely to survive.
Biocontainment systems can be active or passive. Active containment systems enable killing of the host through activation of a killing gene or repression of an essential gene, the expression of which is tightly controlled by an environmentally responsive element [61] . However, mutations that either inactivate a killing gene or result in constitutive expression of an essential gene can occur. Moreover, in active systems, the amounts of foreign DNA introduced are often larger than in passive systems. Active systems usually depend on a plasmid, which needs to be integrated into the bacterial chromosome. Subsequently, demonstration of LAB functionality is required after plasmid integration 
Biocontainment systems can be active or passive. Active containment systems enable killing of the host through activation of a killing gene or repression of an essential gene, the expression of which is tightly controlled by an environmentally responsive element [61] . However, mutations that either inactivate a killing gene or result in constitutive expression of an essential gene can occur. Moreover, in active systems, the amounts of foreign DNA introduced are often larger than in passive systems. Active systems usually depend on a plasmid, which needs to be integrated into the bacterial chromosome. Subsequently, demonstration of LAB functionality is required after plasmid integration into the bacterial chromosome. On the other hand, passive containment systems are robust and very simple in design, and they are based mainly on complementation of an auxotrophy or gene defect by supplementing another gene or essential metabolite that is normally not present in the environment. The major drawback of passive systems is that they are often bacteriostatic rather than bactericidal. However, bactericidal effects can be obtained through the combination of two auxotrophies [61] .
Bactericidal auxotrophy was achieved in a thymidine synthase (thyA) mutant of L. lactis by replacing the thymidylate synthase gene thyA of L. lactis with a synthetic human IL10 gene. When deprived of thymidine or thymine, the viability of L. lactis dropped, and therefore prevented its accumulation in the environment [62] . After its validation in pigs, this was approved by the Dutch authorities as an experimental therapy for humans with inflammatory bowel disease [62] . Furthermore, the thyA-L. lactis system has been recognized by the Belgian Biosafety Advisory Council, Health Canada, the Swedish Medical Products Agency, and the Canadian Environmental Protection Agency [63] . Recombinant Lb. casei ∆thyA that expresses bovine lactoferricin was also successfully constructed, and only survived in the presence of thymine [64] . A similar auxotroph transgene containment method has targeted the pyrG gene, which encodes CTP synthase, and is thus responsible for converting UTP to CTP during de-novo pyrimidine synthesis in L. lactis. The cytidine auxotrophy in L. lactis, however, was bacteriostatic rather than bactericidal [63] . A double mutation in the genes that encode ThyA and PyrG was tested in L. lactis to confer double auxotrophy for both thymidine and cytidine. However, while a bactericidal phenotype was observed in the thyA mutant, the combination of two mutations did not result in enhancement of the biological containment of the engineered strain, but instead compromised the bactericidal effect [65] .
New biocontainment strategies use synthetic gene circuits to control cell proliferation in response to environmental conditions, which are detected by allosterically regulated transcription factors [66, 67] . To develop synthetic auxotrophs, strains dependent on an exogenous supply of small synthetic molecules for essential gene expression were constructed in E. coli. The biocontainment system contained overlapping safeguards: engineered riboregulators for control of the expression of essential genes; and an engineered addiction module based on nucleases that cleave the host genome [68] . Another E. coli synthetic auxotroph that is metabolically depended on nonstandard amino acids for survival has been developed [69] . In addition, a strain of E. coli that can only survive at high population densities was engineered. The essential gene expression depended on the presence of the quorum-sensing molecule acyl-homoserine lactone; its presence at high enough concentrations could only be achieved in a high-cell-density environment. These bacteria survived only when they were encapsulated in special capsules, due to their high local density. Bacteria that escaped from a capsule were killed due to the decrease in their density [70] . These new biocontainment strategies could be transferred from E. coli to LAB.
Antibiotic Resistance in Lactic Acid Bacteria and its Use in the Selection of Genetically Modified Organisms
Antibiotic resistance involves several mechanisms for direct inactivation of an active antibiotic molecule, as well as for loss of susceptibility to the antibiotic by modification of the target site or reduction of antibiotic uptake. Frequent use of antibiotics can result in resistant bacterial microorganisms that can transfer their resistance machinery to other microorganisms and become a threat to public health and the environment. Therefore, in 2017, the World Health Organisation initiated a campaign to raise awareness of antimicrobial resistance, including antibiotic resistance, as part of a global program [71, 72] .
Lactic acid bacteria might act as reservoirs for antibiotic resistance (AR) genes. Resistance gene transfer is vertical, so it does not present a safety concern in itself. However, external factors can induce changes that favor horizontal transfer of resistance genes to pathogens through the food chain, which represents a major cause of concern for human and animal health. AR genes can be horizontally transferred from one microorganism to another by transduction (e.g., via bacteriophages) or by transformation between microorganisms (e.g., released DNA taken up by another microorganism) [71] .
Safety studies on LAB have shown that they can easily develop resistance to antibiotics.
Most of the available data have been gathered from opportunistic pathogenic enterococci, especially vancomycin-resistant enterococci, which can cause recurrent hospital-acquired infections [73, 74] . However, other LAB have also shown resistance, including commensals, probiotics, and food starters from the genera Lactobacillus, Streptococcus, and Enterococcus. Although this resistance is mainly toward vancomycin, it also applies to other antibiotics, such as erythromycin, tetracycline, gentamicin, chloramphenicol, and others [75] [76] [77] [78] . Enterococcus faecalis transferred the plasmid DNA to E. coli via conjugation [79] , and genetic transfer between L. lactis as gene donor and enterobacteria has also been reported [80] . Additionally, transfer of vancomycin resistance from enterococci to commensal Lb. acidophilus in vitro and in vivo in the gut of mice has been reported [81] . For the risk of AR gene transfer in the human digestive tract after the intake of probiotics, the addition of probiotic lactobacilli to immuno-compromised patients should be considered.
Methods for evaluation of antibiotic susceptibility are based on phenotypic detection of antibiotic resistance by measurement of bacterial growth in the presence of the antibiotic under consideration, and molecular identification of any resistant genotypes through polymerase chain reaction (PCR). In LAB, phenotypic susceptibility to antibiotics has to be evaluated via determination of the minimum inhibitory concentrations (MICs) of the most commonly used antibiotics. Most LAB can be evaluated by the method described in ISO 10932: 2010 [82] . Strains of Enterococcus should be evaluated using the methods described by the Clinical and Laboratory Standards Institute [76] . PCR-based techniques or micro-arrays can be used as complementary techniques to achieve consistency among evaluations across different laboratory settings [83] . Metagenomic studies use either sequence-driven or function-driven approaches for analysis, both of which are based on next-generation sequencing techniques. Function-driven approaches are also used in the characterization of antibiotic resistance [84] . Here, metagenomic libraries are screened for traits of interest by studying their expression in transformed clones and subjecting them to sequencing and biochemical analysis [85] . A bacterium is considered safe when the MIC is lower than the cut-off level. If the MIC is above the cut-off, the bacterium is resistant to the antibiotic, and its resistance should be confirmed by molecular methods, such as PCR [71, 86] .
Bacteria with intrinsic resistance are considered acceptable for use in food. Intrinsic resistance is specific for bacterial species or genera. It is normally chromosome-encoded and independent of previous antibiotic exposure, and it can arise through different mechanisms, which include impermeability of the outer membrane, efflux pumps with different substrate specificities, and antibiotic-resistance-modifying enzymes [87] . For bacteria with acquired resistance but without intrinsic resistance, it should be demonstrated whether the resistance is in mobile genetic elements, or if the resistance was acquired by mutation of the bacterial chromosome. Only after showing that the resistance is not transferable using genome analysis can the bacteria be accepted for use [7, 86] .
Antibiotic resistance genes are frequently exploited in genetic engineering for the selection and maintenance of plasmids. Due to the risks of AR explained above, and to the lack of regulatory acceptance, alternative selection options have been considered to conform to the regulatory requirements (e.g., antibiotic-free systems).
Antibiotic-Free Selection Systems
Expression and gene delivery vectors free of AR genes have been developed to improve the safety of a product. According to their mechanisms of action, these systems can be based on auxotrophic, nonantibiotic dominant and complementary markers, post-segregational killing, RNA interference, or de-repression of an essential gene or minicircle [88] . Nonantibiotic dominant selection markers are straightforward and depend upon their presence in the plasmid of interest. Examples of dominant selection markers depend on bacteriocin resistance or heavy metal resistance [89] . A typical representative of the bacteriocins is nisin, which is produced by certain strains of L. lactis and is widely used as a safe and natural preservative in the food industry. Nisin has been licensed in a number of countries around the world because of its antimicrobial activity against a broad range of Gram-positive bacteria, including Staphylococcus aureus and Listeria species. The first food-grade plasmids based on bacteriocin resistance contained the nisin resistance gene [90, 91] . Similarly, selection of L. lactis transformants was obtained with a plasmid containing the nisin immunity gene nisI as a selection marker [92] . The lactacin F immunity protein (lafI) from Lb. johsonii can be used as a food-grade marker for genetic engineering of lactobacilli. In Lb. johnsonii, disruption of the lafI gene resulted in sensitivity to lactacin F. Immunity to lactacin F in Lb. johnsonii, Lb. acidophilus, Lactobacillus fermentum, and Lb. gasseri was restored by transforming these strains with a lafI-containing plasmid [92] . In L. lactis, cadmium resistance (Cdr) and copper resistance (Cur) have been described as heavy-metal-resistance determinants. The vectors thus prepared have been stably expressed in L. lactis [93, 94] and successfully applied to S. thermophilus [95] . Some of these vectors combined resistance to either cadmium or copper and to nisin [94] . Another dominant selection marker was developed on the basis of a shsp plasmid from S. thermophilus that encodes a protein with homology to small heat-shock proteins. This system does not depend on bacteriocins or heavy metals, and has been transferred into different S. thermophilus and L. lactis strains. A recombinant plasmid carrying the shsp gene enabled selection at 60 • C or pH 3.5, and the transformed strains have shown growth at 52 • C [96] .
Nonantibiotic complementary selection marker systems are based on complementation of specific mutations in a chromosomal gene that encodes an essential step in a particular metabolic pathway or that confers certain properties to an organism. An expression vector that carries a complementation is constructed to complement for gene deletion in the host chromosome. Systems based on auxotrophic markers (which are often used to achieve biological containment) in LAB mainly depend on complementation of thymine or cytidine [62, 64, 65] . Several systems have been applied to L. lactis. L. lactis that carried a vector with amber suppressor supD as the selectable marker resulted in overexpression of the pepN gene [97] . Furthermore, both L. lactis and Lb. plantarum were made auxotrophic for D-alanine by deletion of an internal fragment of the alr gene, which encodes an alanine racemase that catalyzes the interconversion of D-alanine and L-alanine. A plasmid that carried a heterologous alr was constructed to complement D-alanine auxotrophy [98] . Sugar utilization markers in LAB are mainly limited to sugars that LAB cannot ferment. These are mostly lactose, melibiose, sucrose, and xylose. The selection principle involves the use of a growth medium that contains a single sugar as a carbon source. Lactose fermentation has been used to develop homologous selection markers based on lactose complementation, where the lacF gene that encodes the soluble carrier enzyme IIALac was used as a selection marker in combination with an L. lactis strain with an in-frame deletion of the chromosomal lacF gene [9] . For Lb. casei, a stable lactose-deficient mutant was constructed by inactivation of the phospho-β-galactosidase gene lacG. Restored growth on lactose was seen after complementation with a food-grade plasmid that carried the lacG gene [99] . The α-galactosidase gene (aga) of Lactococcus raffinolactis confers a melibiose fermentation phenotype, and this was shown to be an efficient food-grade selection marker for L. lactis, Pediococcus acidilactici [100] and S. thermophilus [101] . Similarly, a food-grade expression vector that contained the α-galactosidase gene of Lb. plantarum as a selection marker was developed for L. lactis [102] .
Post-segregational killing is provided by plasmids with a toxin and an antitoxin gene pair. Loss of the plasmid depletes the antitoxin in the cell and allows the toxin to act upon it, which results in the killing of the competitive plasmid-free cells. Furthermore, toxin-antitoxin systems have been proposed to prevent horizontal gene transfer [103, 104] . An antitoxin gene would be incorporated into a plasmid, and the loss of the plasmid would result in cell death. Toxin-antitoxin systems have been developed for both Gram-negative [105, 106] and Gram-positive [107, 108] bacteria. RNA interference systems can also be used as alternative selection markers. These use RNA that can interfere with its complementary sequence, which can thus inhibit gene expression and translation. A plasmid was designed with the essential gene murA, which is involved in cell wall synthesis, under the control of the tetracycline (tet) operator. The murA gene was repressed by a genome-encoded tet repressor. In the absence of the plasmid, murA expression was repressed by tetR, which led to cell death. In bacteria carrying the plasmid, the RNA interference targeted the tetR sequence. As a consequence, tetR was repressed, which resulted in de-repression of murA and cell growth [109, 110] . Minicircle vectors are circular DNA sequences that are devoid of the plasmid bacterial backbone, and that have been effectively used in E. coli. The absence of an antibiotic resistance gene, bacterial replication origin, and the unmethylated immunogenic CpG sequence makes them a safer alternative system to conventional plasmids [111] . Finally, nonantibiotic resistance systems as selection markers also include genes that confer resistance to nonantibiotic compounds.
Plasmid maintenance and the use of selection markers can be avoided by using a chromosomal gene integration strategy, as described in the previous sections. Chromosomal integration of genes provides stability and reduces the risk of horizontal gene transfer [112] .
Use of Homologous DNA
From the regulatory point of view, it would be preferable to include only the DNA from a homologous host (i.e., the cisgenic DNA) or from GRAS organisms in genetic engineering. On the contrary, introduction of DNA from other species results in a transgenic organism, which is strictly regarded as a GMO by the regulatory authorities [113] . A 4.46-kb food-grade cloning vector pUBU was constructed that was composed of three major components from food-approved organisms: the theta-type replicon from Tetragenococcus halophilus, the promoter of the L-lactate dehydrogenase (ldhL) gene from Lb. plantarum, and the lactococcal cadmium resistance (Cdr) determinant as a dominant selection marker. The newly constructed vector was effective for the transformation of several genera of LAB, including Enterococcus, Lactobacillus, Lactococcus, Leuconostoc, Pediococcus, and Tetragenococcus, and was stable in the bacteria without the selection pressure [114] . Alternatively, a shuttle vector with a removable selection marker allows cloning in E. coli and protein expression in LAB. The E. coli cassette can be easily excised from the selected recombinant plasmid, and the resulting antibiotic-selection-marker-free vector transformed into the final food-grade expression host L. lactis NZ3000 with lacF gene deletion [115] .
Recent progress that has been driven by CRISPR-Cas systems currently allows precise substitutions or deletions of a single base pair at a predetermined site. Sequences that might be considered undesirable for food applications can be precisely excised or substituted with DNA from other strains or species. The regulatory status of cisgenic strains and strains with gene deletions or single base-pair changes introduced depends on the method of gene modification. In the EU, natural methods are regarded as nonGMO, whereas CRISPR and other recombinant methods are regarded as GMO.
Virulence Factors
Each bioengineered strain needs to be carefully evaluated for virulence factors, i.e., genes that can potentially cause pathogenicity. Such genes should be avoided, as well as genes that encode enzymes known to be involved in the synthesis of toxic or allergenic compounds, or their precursors [116] . The introduction of foreign DNA can result in the synthesis of new substances, as either proteins or metabolic products, which can also have toxic or allergenic effects. For new proteins, the amino-acid sequences have to be compared with the known proteins for potential homology. Their anti-nutrient activities (e.g., as protease inhibitors, lectins), as well as their stabilities to heat, processing, and degradation have to be evaluated in the appropriate representative gastric and intestinal model systems. To date, no definite tests for predictions of allergenic responses in humans have been reported for such newly expressed proteins [117] .
Delayed Adverse Effects
The safety of a product and the reaction of an individual to the product depend on its mode of application (e.g., locally, systemically) and the genetic profile of the consumer. Specific sub-populations can be especially sensitive, such as immuno-compromised individuals, infants, and the elderly. Therefore, post-market surveillance of novel foods has to be carried out to avoid potentially serious adverse effects. Effects on the consumer need to be monitored over a long period of time after the release of any such novel food onto the market. Technical issues due to inconsistent intake can represent a drawback, and it might be difficult to monitor the changes over a long time period [117] . As for the monitoring reported for nonGM-LAB [118] , close monitoring would be advised also in the case of GM-LAB following their release onto the market, to prevent delayed adverse effects and to ensure safe consumption.
Surface Display
Heterologous binding of a recombinant protein to the surface of an unmodified bacterium would enable the use of nonGMO and a less complex regulatory procedure [119] ; however, confirmation of a lack of recombinant DNA and viable recombinant bacterial cells would be required. Several heterologous protein-display systems have been successfully developed in LAB. The endolysin Lyb5 that was fused to GFP and expressed in E. coli was attached to the surface of various LAB, including L. lactis, Lb. casei, Lb. brevis, Lb. plantarum, Lb. fermentum, Lb. delbrueckii, Lb. helveticus, and S. thermophilus [120] . The S-layer protein SlpB (LcsB) of Lactobacillus crispatus fused to GFP was similarly tested for binding to several LAB strains. Binding of the fusion protein to the cells of Lb. delbrueckii, Lb. brevis, Lb. helveticus, Lb. johnsonii, Lb. crispatus, Lactobacillus salivarius, S. thermophilus, and L. lactis has been demonstrated. The fluorescence of Lactobacillus cells was more intense than that of L. lactis and S. thermophiles [121] . Moreover, 'designed ankyrin repeat proteins' (DARPins) fused to cAcmA have shown heterologous binding to the surface of Lb. acidophilus, Lb. delbrueckii subsp. bulgaricus, Lb. casei, Lb. gasseri, Lb. gasseri K7, Lactobacillus paracasei, Lb. plantarum, Lb. reuteri, Lactobacillus rhamnosus, and in particular, Lb. salivarius [119] . Recently, the principle of heterologous display was demonstrated with the coating of nonrecombinant L. lactis with B-domain-cAM12 fusion proteins [122] . An alternative approach for covalent heterologous surface display on L. lactis was achieved through formation of isopeptide bonds between the SpyCatcher/SpyTag and SnoopCatcher/SnoopTag protein/peptide pairs. The tagged model protein-B domain was successfully attached to the cell surface of L. lactis to display the corresponding catcher protein [123] .
Genetically Modified Lactic Acid Bacteria as Cell Factories
Genetically modified lactic acid bacteria can produce desired compounds as cell factories in closed systems, which reduces the possibility of the unwanted release of microorganisms into the environment and the risk of contamination. Such applications are therefore a lot less problematic from the regulatory point of view. Genetic engineering of LAB has enabled their application to the expression of recombinant proteins. The most common genera used here are Lactococcus and Lactobacillus [124, 125] . Metabolic engineering of LAB allows modification of the existing metabolic pathways to improve the properties of LAB as food fermentation starters [126] . Different metabolic engineering strategies have been used to reroute metabolic pathways for the production of sweeteners, flavors, aromas, exopolysaccharides, and vitamins [127] [128] [129] . Moreover, through metabolic modification, GM-LAB can produce metabolites with health benefits or high-value biochemicals, with better production yields achieved [128, 130] . The main industrial application of LAB is in the fermentative production of lactic acid, which is also the primary product of their carbohydrate metabolism. Lactic acid has a long history of use in food, cosmetics, pharmaceuticals, chemicals, and agriculture. Moreover, the demand for lactic acid is growing on account of its use as a precursor for production of biodegradable and biocompatible polylactic acid, with has commercial value in the fiber, textile, plasticulture, and packaging industries [11, 131] . Dependent on the species of Lactobacillus, production of L-, D-or LD-lactic acid is possible [132] . The intrinsic production of compounds of interest is preferable, but this can often result in insufficient quantities. Genetic modification offers the possibility to increase the yield of the compound of interest, as well as to enhance the characteristics of the compound (e.g., its purity). To increase the production of optically pure lactic acid, genome shuffling and disruption or deletion of the lactate dehydrogenase (ldh) gene has already been applied. Genome shuffling was applied in Lb. rhamnosus to improve glucose tolerance and at the same time to enhance L-lactic acid production [133] . Disruption of D-lactate dehydrogenase (ldhD) gene or L-lactate dehydrogenase gene (ldhL) resulted in the formation of optically pure L-and D-lactic acids, respectively, by Pediococcus acidilactici [134] and D-lactic acid by Lb. plantarum [135, 136] . ldhD gene-deficient Lb. paracasei [137] and Lb. helveticus [138] have been used to produce L-lactic acid.
As well as the production of lactic acid, LAB have roles in industrial production of nonfood products (e.g., ethanol production) and functional ingredients, such as vitamins, low-calorie sweeteners, exopolysaccharides, and antimicrobial agents. Metabolically engineered L. lactis has been used for industrial bioconversion of ethanol from dairy and corn milling waste [139] . LAB-derived bacteriocins are suitable as food preservatives, such as nisin from L. lactis, pediocin from Pediococcus strains, and enterocin from En. faecalis [140] . Nisin is well known for antibacterial effects against Listeria and Clostridium spores. It has also been approved as a food additive (E234) in the EU, according to Directive 95/2/EC (EC, 1995) [141] . Nisin production in L. lactis has been enhanced [142] and its bactericidal effects increased through genetic engineering of the strain [143] .
Lactic acid bacteria can be used for the production of nutraceuticals, such as polyols (e.g., sugar alcohols) and vitamins, particularly for the B vitamins, such as riboflavin and folate. Significant overexpression of riboflavin has been achieved through genetic engineering of L. lactis [24, 144, 145] . To increase folate levels, metabolic engineering of L. lactis [146] , Lb. gasseri [147] , and Lb. reuteri has been performed [148] . For the production of polyols, sorbitol levels were increased by engineering Lb. casei and Lb. plantarum [149, 150] . On the other hand, the use of ldh-deficient L. lactis increased its production of mannitol [151] , although due to the genetic engineering applied, this prevented its GRAS labeling [151, 152] .
Recombinant amylolytic and (hemi-)cellulolytic LAB have been constructed for hydrolysis of polysaccharides, which is otherwise achieved by either physicochemical strategies or enzymatic treatments, both of which have the drawback of co-production of toxic compounds and high cost [153] . Several successful constructions of recombinant amylolytic LAB have been reported, such as secretion of heterologous α-amylase in Lb. casei [154] , Lb. plantarum [136, 155] , and L. lactis [156] . Enzymatic systems for lignocellulose hydrolysis include heterologous (hemi-)cellulase expression, or other enzyme expression (e.g., endoglucanase, exoclucanase). Such systems have already been applied to Lb. plantarum [157, 158] , Lb. gasseri [159] , Lb. johnsonii [159] , and L. lactis [160, 161] . Moreover, the production of other hydrolytic enzymes has also been reported. β-Galactosidases and lactases are important in the production of lactose-free dairy products, and they have been expressed in Lb. plantarum [162] [163] [164] . In addition, in Lb. plantarum, expression has been achieved of the chitosanase involved in cell-wall modifications [165] and the mannanase used for the hydrolysis of mannans [166, 167] .
Hyaluronic acid is used in the food and pharmaceutical industries. Hyaluronic acid is synthesized through hyaluronic acid synthase, by polymerization of uridine diphosphate (UDP)-glucuronic acid and UDP-N-acetylglucosamine, the two precursors of cell-wall components. Hyaluronic acid synthase from Streptococcus equi subsp. zooepidemicus was expressed in L. lactis and significantly enhanced hyaluronic acid production when co-expressed with hyaluronic acid synthase and UDP-glucose dehydrogenase [168] , and similarly, when co-expressed with HA synthase, UDP-glucose dehydrogenase, and UDP-glucose pyrophosphorylase [169] .
Conclusions
Genetic modification of LAB can result in improved strains with a wide spectrum of possible applications, including for therapies, the food industry, and metabolite production (e.g., as biocatalysts, cell factories). These applications differ in the acceptability and stringency of the required regulatory procedures. As biocatalysts, LAB can be used to produce lactic acid, pharmaceutical intermediates, nutraceuticals, and a range of chemicals. They represent promising cell factories for recombinant protein production and subsequent isolation, on account of their low tendency to form inclusion bodies and their lack of endotoxins. Improvements to LAB as cell factories by overexpression of the desired protein is more acceptable if it does not involve genetic engineering [170] . However, the GRAS or nonGMO status of these bacteria is not a necessity, but rather an added advantage, because of higher consumer acceptance [11] . Nevertheless, the minimal risk of dissemination of the microorganisms from closed systems affects the positive perception and acceptance of such LAB cell factories.
The use of GM-LAB in food manufacturing is the most problematic, due to concerns related to the dissemination of modified stains, plasmids, and recombinant genes, and particularly due to low public acceptance. To enable the implementation of GM-LAB in the food industry possible, food-grade expression systems have been developed, which ensure the replacement of antibiotic-resistance markers with the use of alternative markers, and the use of homologous DNA. However, strain development for food use still relies on classical nonGMO methods [23, 171] .
Live LAB have been developed as biotherapeutics, especially for the treatment of gastrointestinal disorders [172] [173] [174] . NonGM-LAB have been readily used as probiotics, and fecal microbiota have already gained FDA acceptance for transplantation in the treatment of Clostridium difficile infection [175] . The development of engineered living biotherapeutics is expected to rise soon [176] . Several clinical trials with engineered LAB are in phase I or phase II [174] , which define their necessity and their realistic therapeutic option. What is more, by 2030, microbiome therapeutics are expected to occupy close to 79% of the therapeutics segment, according to [177] .
Compared to traditional methods for strain improvement, genome editing offers more precise procedures, and is consequently less likely to have unintended consequences. Recombineering and CRISPR-Cas9 techniques, in particular, will greatly facilitate targeted and trace-less genome modification. It is questionable whether a strain obtained via random mutagenesis (i.e., a method acceptable for regulatory bodies) is safer than a strain obtained via targeted and knowledge-based methods [113, 178] . Therefore, all genome editing tools should not be treated in the same manner, but rather evaluated separately. However, the EU courts recently categorized new genome editing methods as subject to a 2001 directive, which thus defines them as GMO [179, 180] . On the contrary, in the USA, a step toward application of next generation techniques has been made, with the use of Cas9-edited plants now allowed [181] . New legislation perspectives on the classification of new engineering techniques are required in the EU to allow the use of improved LAB strains that carry beneficial characteristics and novel functions. However, this remains a political, rather than a scientific, issue.
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